Supplementary Figure 2.
Regulation of p53 by SCYL1BP1 was accomplished through an effect on protein turnover. A, PC12 cells were treated with or without 30 µM MG132 for 6 h before harvest. The expression of p53 and GAPDH were assayed by Western blot. B, at 48 h post-transfection, the cells were treated with 50 µg/ml cycloheximide (CHX) for the indicated times. lysates were prepared and analyzed by Western blotting for p53 and the GAPDH loading control. 
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Materials and Methods
MTT assay to evaluate cell viability Cells were plated at 1 × 104 cells/well in 96 well plates, cultured overnight. Then, MTT (20 µl) at 0.5 mg/ml and medium (200 µl) were then added to each well. After incubating for 4 h at 37°C, with 5% CO2, the solution was removed, and 150 µl dimethyl sulfoxide was added to each well. The optical density (OD) was evaluated at 570 nm by a microplate reader after the precipitate in each well was dissolved for 10 min. HEK293T cells with Lipofectamine 2000. 48 h after transfection, the supernatant containing the viruses (Lenti-SCYL1BP1 shRNA) was harvested, centrifuged and stored at -80 °C. Lentiviruses were titrated using HEK293 cells with serial dilutions of virus stocks, followed by fluorescence microscopy examination 3 d after infection (2-3×10 9 infectious units/ml).
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